rel is the relative catalytic efficiency calculated using the ratio (kcat/Km) U promoter /(kcat/Km) T promoter . The concentrations of DNA in each reaction were 1-60 nM for T321 and U 50 321, and 5-120 nM for U321. The concentration of T7 RNAP was 5 nM. The concentration of dNTPs was 0.5 mM each and α-32 P-GTP was 100 μCi/mL. The reactions were incubated at 37°C. a The superscripts nt and t refer to the non-template and template strands, respectively. The numbering -1, -3, -6 refers to position of the T→U substitution relative to the transcription start site (+1).
b The number 23 refers to the length of the substrate.
c kcat/Km rel is the relative catalytic efficiency calculated using the ratio (kcat/Km) uracilated promoter /(kcat/Km) T promoter
The concentration of DNA in each reaction used as 5-120 nM and that of T7 RNAP was 10 nM. The concentration of dNTPs was 0.5 mM each and that of α-32 P-GTP was 100 μCi/mL. The reactions were incubated at 37°C. Five μL portions of the reaction were removed at 0, 5, and 10 min and mixed with 15 μL of loading buffer (98% formamide, 10 mM EDTA). The transcription products were separated using denaturing PAGE (8 M urea, 1× TBE, 14% acrylamide). The concentration of DNA in each reaction used as 50-600 nM and that of T7 RNAP was 20 nM. The concentration of dNTPs was 0.5 mM each and that of α-32 P-GTP was 100 μCi/mL. The reactions were incubated at 37°C. Five μL portions of the reaction were removed at 0, 4, and 8 min and mixed with 15 μL of loading buffer (98% formamide, 10 mM EDTA). The transcription products were separated using denaturing PAGE (8 M urea, 1× TBE, 14% acrylamide).
Figure S1: Sequence alignment and trace map showing mutations of U1095 DNA template. Sequence alignment generated using CLC Sequence Viewer 8.0 where the reference sequence is on the top. Fwd-sequence is the reverse complementary sequence of the original sequence obtained using the FWD primer for alignment purpose only. U13, U11 are the two clones showing mutations. R and F refer to trace file associated to the REV primer and FWD primer respectively. Red dash line indicates where the corresponding peak for the mutation. U11-Fs refers to the sequences obtained using a primer (5'-ACTGGAGCCTGAGGAGTT-3') targeting a fragment of U1095 to confirm the insertion. mutation. ΔUNG cells that are defective in excision of uracil from U/A base pairs, the cells were lysed 24 hours after transfection and the DNA was isolated and analyzed by uracil excision qPCR (Ex-qPCR)(see Methods). The fraction of the eGFP amplicons that contain uracil (FracU) was calculated from the Ct values using eq 3 (Materials and Methods). The data confirms that the original U/A pairs persisted in the UBER deficient cells for 24 hours. 
